Representative images before (prebleach) and after photobleaching to show the dynamics of mCherryp62 in the p62 sequestosome (control) and in Agm formed by the indicated aggregation-prone proteins.
Time courses and mean values of diffusing fraction and t 1/2 are shown in Fig. 5b . Immunoprecipitates were washed three times with lysis buffer and subjected to SDS-PAGE and immunoblotting with the indicated antibodies.
Live cell imaging and photobleaching. SY5Y cells expressing GFP tagged p38, ANK1-38, ANK1-p38 K385R mutant and mCherry-p62 separately or in combination were cultured on glass bottom 35mm culture dishes (MatTek). Cells were maintained in Minimum Essential Medium without phenol red supplemented with 10% FBS, sodium bicarbonate and HEPES at 37ºC for the duration of the experiment.
Fluorescence recovery after photobleaching (FRAP) analysis was performed 24h after transfection using either the 488nm or 543nm laser wavelength for GFP and mCherry constructs respectively. Singles nonsaturated images were taken with a 63x 1.4 NA objective and a pinhole diameter equivalent to 4-5 Airy units at 512x512 pixels using a Leica TCS SP5 inverted confocal microscope (Leica Microsystems Inc.).
Selective photobleaching of the aggresome area was carried out at 80-100% laser power until the fluorescence bleached away from the aggresome. The recovery of fluorescence in the region of interest was monitored by capturing images every 3 seconds at a low power of laser in a time course sequence.
Before bleaching, 3-4 images at low intensity illumination were taken to establish the fluorescence baseline. FRAP quantification analysis was performed as described previously 37 . Average aggresomeassociated fluorescence intensity was determined using Leica Confocal software and the relative fluorescence intensity (RFI) was calculated as the average of at least three data points. RFI values were calculated using the equation (Ne t /N1 t )/(Ne 0 /N1 0 ) where Ne t represents the average intensity of bleachedaggresome at each time point and N1 t is the average intensity of non-bleached area in the neighboring cell at this given point which functions as control for global photobleaching. Ne 0 /N1 0 represents the ratio average intensity of the bleached and non-bleached area before photobleaching. FRAP data were fit using Sigma Plot Software to two-phase exponential method as described for other proteins in aggresomes 37 . Same procedures were carried out for FRAP analysis of LysoTracker stained lysosomes.
Correlative light and electron microscopy. SY5Y cells expressing GFP tagged NA Sph1, CACT Sph1, p38 and ANK1-p38 proteins grown on grid glass bottom 35mm culture dish were recovered in serum-free medium for 6h after proteasome inhibition. 5µM vinblastine was added for the last 2h of starvation to enhance the presence of autophagosomes. Thereafter the cells were fixed with 4% glutaraldehyde in 0.1M sodium cacodylate buffer with 1mM CaCl 2 . Confocal stacks and DIC images of transfected cells were acquired on a Zeiss LSM 510 META microscope. Cells were embedded in Epon and processed as described [38] [39] . The imaged cell was relocated in the block face and sectioned through. Sections were contrasted with lead citrate and uranyl acetate and serial sections of the cell of interest were documented at 10,000, 15,000 and 30,000x magnifications on a Hitachi 7000 electron microscope. Confocal, DIC and TEM images were realigned and oriented using nuclear and other morphological landmarks.
